Abstract: Human milk is recommended for feeding preterm infants. The current pilot study aims to determine whether breast-milk lipidome had any impact on the early growth-pattern of preterm infants fed their own mother's milk. A prospective-monocentric-observational birth-cohort was established, enrolling 138 preterm infants, who received their own mother's breast-milk throughout hospital stay. All infants were ranked according to the change in weight Z-score between birth and hospital discharge. Then, we selected infants who experienced "slower" (n = 15, −1.54 ± 0.42 Z-score) or "faster" (n = 11, −0.48 ± 0.19 Z-score) growth; as expected, although groups did not differ regarding gestational age, birth weight Z-score was lower in the "faster-growth" group (0.56 ± 0.72 vs. −1.59 ± 0.96). Liquid chromatography-mass spectrometry lipidomic signatures combined with multivariate analyses made it possible to identify breast-milk lipid species that allowed clear-cut discrimination between groups. Validation of the selected biomarkers was performed using multidimensional statistical, false-discovery-rate and ROC (Receiver Operating Characteristic) tools. Breast-milk associated with faster growth contained more medium-chain saturated fatty acid and sphingomyelin, dihomo-γ-linolenic acid (DGLA)-containing phosphethanolamine, and less oleic acid-containing triglyceride and DGLA-oxylipin. The ability of such biomarkers to predict early-growth was validated in presence of confounding clinical factors but remains to be ascertained in larger cohort studies.
Introduction
A large body of epidemiologic evidence supports the short-and long-term benefit of breastfeeding in healthy term infants [1] . The World Health Organization (WHO) therefore recommends exclusive breastfeeding for the first six months of life [2] . Due to their tremendous growth rate, contrasting with the immaturity of their gastrointestinal system, most very preterm infants (born before 32 weeks of gestation) require intravenous nutrition for the first few weeks of life. As intravenous nutrition exposes to a high risk of sepsis, metabolic and hepatic complications, weaning preterm infants of intravenous nutrition is, however, a top priority and maternal milk feeding is strongly recommended in preterm infants as well [3, 4] . When own mother's milk is not available, the WHO and the American Academy of Pediatrics [5] recommend the use of donated breast milk, issued from a human milk bank, as an alternative [6] [7] [8] . In particular, feeding preterm infants with human milk has been shown to be associated with: (i) a dramatic reduction in the risk of developing prematurity-related morbidities [9] , including necrotizing enterocolitis [10] [11] [12] and serious infection (sepsis) [7] ; (ii) improved feeding tolerance and, in turn, faster advancement of enteral feeds [10, 13] ; and (iii) improved neurodevelopment [10, 14] . Moreover, a few randomized controlled trials suggest breast milk might reduce the incidence of atherosclerosis in adolescents born preterm [15] . Breast milk alone, however, due to its relatively low protein and energy content, cannot cover the tremendous needs of preterm infants, and exclusive breastfeeding is often associated with extra-uterine growth restriction (EUGR) [14, 16] . As impaired initial growth could have severe consequences since preterm birth per se is a risk factor for developmental delay [17, 18] , the European Society for Paediatric Gastroenterology Hepatology and Nutrition (EPSGHAN) committee on nutrition recommends human milk fortification for preterm infants [19] . Notwithstanding, a large range of variation is still observed regarding growth during hospital stay [20] even among preterm infants receiving protein-fortified human milk. Literature reports large inter-subject variations in the composition of expressed own mother's milk [21] . Indeed, the fat composition can be directly impacted by numerous factors, including maternal diet [22, 23] , body mass index (BMI) [24] , parity [25] , or stage of lactation [26, 27] . Regarding gestational age, it has been reported to impact total milk fat content only in the first stage of lactation [28, 29] . Milk lipid supplies not only 45-55% of the total energy requirement of a healthy infant [30] , but also building blocks for tissue growth. The effects of milk fatty acids and phospholipids on neurodevelopment have been widely studied [30] [31] [32] . However, there are scarce data on the potential health benefits of specific lipid components of human milk [30] , specifically on preterm infants. Although metabolomics and lipidomics seem to be a promising approach in neonatology [33, 34] to explore the broad range of concentrations of various components in small samples of biological materials [35] , only a small number of clinical applications have appeared in literature [36] [37] [38] . Furthermore, to the best of our knowledge, no previous study has explored in depth the relationships between lipid components in human milk and the early growth of preterm infants during their hospital stay. To fill this gap, the current study aims at shedding light on the relationships between breast milk lipidome and growth pattern of preterm infants nourished by their own mother's milk. In the present pilot study, we chose to select two groups of preterm infants, presenting very different growth trajectories during hospital stay, and selected within the ongoing LACTACOL birth cohort (ClinicalTrials.gov Identifier: NCT01493063, acronyme for the clinical study titled "Impact of Breast Milk on the Neurodevelopment of Preterm Newborns"). The aim of the present work therefore was: (i) to assess lipidome in the breast milk received by preterm infants during their first weeks of life; (ii) to evaluate the association between breast milk lipidome and the weight gain of infants between birth and time of discharge, by using multivariate statistical tools that accurately discriminate the two groups of preterm infants; and (iii) to identify a few breast milk lipid species and evaluate their predictive ability on the postnatal weight growth trajectory of the preterm infants, taking into account confounding clinical factors. 
Materials and Methods

Study Design and Population
The present pilot study was an ancillary study conducted on sub-groups of infants selected among infants enrolled in the mono-centric prospective population-based LACTACOL birth cohort (registered at www.clinicaltrails.gov as NCT01493063) of preterm infant-mother dyads recruited from October 2011 to March 2016. The main objective of the LACTACOL cohort was to explore the impact of the protein content of breast milk provided to preterm infants during hospital stay on neurodevelopment at 2 years of age. A written consent was obtained from all participants at enrollment. One hundred thirty-eight infants born between 26 and 36 weeks of gestational age, with no major congenital disease except prematurity, were included, for a total of 118 mothers finally enrolled in the LACTACOL cohort ( Figure 1) . Necrotizing enterocolitis or retinopathy of prematurity were exclusion criteria. The development of comorbidities was defined as any of the following outcomes: intraventricular hemorrhage (IVH), defined as IVH associated with ventricular dilatation (grade III), cystic periventricular leukomalacia (cPVL) and ventricular dilatation, and/or severe bronchopulmonary dysplasia (BPD), defined as the administration of oxygen for at least 28 days plus the need for 30% or more oxygen and/or mechanical ventilator support or continuous positive airway pressure at 36 weeks' postmenstrual age [39] . As reported in Table 1 , none of the infants enrolled in the present pilot study presented any evidence of severe neonatal morbidity. Severe bronchopulmonary dysplasia (BPD), defined as the administration of oxygen for at least 28 days plus the need for 30% or more oxygen and/or mechanical ventilator support or continuous positive airway pressure at 36 weeks' postmenstrual age [39] . SD: standard deviation. Values are medians and 25% and 75% percentiles. p values for comparison between "faster" and "slower" growth groups were derived by using Mann-Whitney U test. Characteristics in bold font presented a corrected p-value < 0.05 between the two infant groups.
Nutrients 2018, 10, 164 4 of 28 prematurity were exclusion criteria. The development of comorbidities was defined as any of the following outcomes: intraventricular hemorrhage (IVH), defined as IVH associated with ventricular dilatation (grade III), cystic periventricular leukomalacia (cPVL) and ventricular dilatation, and/or severe bronchopulmonary dysplasia (BPD), defined as the administration of oxygen for at least 28 days plus the need for 30% or more oxygen and/or mechanical ventilator support or continuous positive airway pressure at 36 weeks' postmenstrual age [39] . As reported in Table 1 , none of the infants enrolled in the present pilot study presented any evidence of severe neonatal morbidity. Infants admitted to the Neonatal Intensive Care Unit at Nantes University Hospital were eligible if they received human milk as their sole feeding for more than 28 days. Clinical characteristics were collected both on mothers and infants, including: maternal age, educational level, pre-gravid BMI, adverse events during pregnancy and delivery, infants' gestational age, birth weight and head circumference, growth trajectory through hospital discharge, and events during hospital stay in neonatology. Parenteral nutritional supply was recorded daily, as well as enteral intake: volume of milk delivered per feeding session, fortifiers used and fortification level. The fortification followed, as far as possible, the EPSGHAN recommendations [19] regarding mean daily energy (i.e., 110-135 kcal/kg body weight/day) and macronutrient intake: 3.5-4.0 g/kg body weight/day for protein (for babies with 1-1.8 kg body weight); 4.8-6.6 g/kg body weight/day for lipid; and 11.6-13.2 g/kg body weight/day for carbohydrate. Human milk fortification was performed using Eoprotine ® (Milupa, Domdidier, Suisse) and FortiPré ® (Guigoz, Noisiel, France), for protein and carbohydrate; Liquigen ® (Nutricia, Saint-Ouen, France) for lipid; and Dextrin maltose, for carbohydrate. Energy and protein contents in preterm standard formula were 72 kcal/100 mL and 2 g/100 mL, respectively [40] . By taking into account native own mother's milk macro-nutriments contents (measured by MIRIS human milk analyzer (Miris AB ® , Uppsala, Sweden) analysis, Section 2.4) and routine fortification, the mean total enteral intake at 3 weeks of age, was: 2.48 ± 0.16 in the "faster growth" group, vs. 2.49 ± 0.12 g/kg/day in the "slower growth" group (p-value = 0.69) for protein; 6.76 ± 0.56 vs. 5.48 ± 0.45 g/kg/day (p-value = 0.08) for lipid; and 13.08 ± 0.59 vs. 14.14 ± 0.49 g/kg body weight/day (p-value = 0.31) for carbohydrate. The mean energy intake was: 125.8 ± 6.07 vs. 118.1 ± 4.99 kcal/kg body weight/day (p-value = 0.17). These values were reasonably close to that of EPSGHAN guidelines except for protein intake (which was 28% below recommended intake) whereas total energy intake was consistent with guidelines in both groups of infants. Preterm infants received parenteral nutrition and minimal enteral feeding, predominantly with expressed breast milk, for a minimum of two weeks.
Ranking Infants According to Early Growth Trajectory
Body weight was measured weekly from birth to discharge (accuracy of 0.1 g). Weight Z-score was calculated using the Lambda Mu Sigma (LMS) method [41] and Olsen's preterm infant growth chart [42] was applied with respect to birth and discharge measurements. After completion of the cohort, for the specific purpose of the current pilot study, infants enrolled in LACTACOL cohort were ranked according to their growth trajectory during hospital stay. Weight gain during hospitalization was assessed as the change in weight Z-score (expressed in units of Standard Deviation (SD) using the SD of the term category as the benchmark) between birth and hospital discharge and all infants were then ranked, according to this difference in weight Z-score. We then selected two groups of infants who belonged either to the first or to the last terciles of growth rate in our population of 138 enrolled preterm babies (i.e., a difference between discharge and birth weight Z-score greater than −0.56 or lower than −1.06, respectively); those 2 groups of infants are termed infants with "faster growth" or "slower growth" in the following (Figure 1 ). The infants with "faster growth" (n = 11 infants (7 boys and 4 girls) presented a difference between discharge and birth weight Z-score of: −0.479 ± 0.189 (−0.668; −0.294) SD (median and 25% and 75% percentiles). The infants with "slower growth" (n = 15 infants (10 boys and 5 girls) presented a difference between discharge and birth weight Z-score of: −1.538 ± 0.417 (−1.953; −1.230) SD (median and 25% and 75% percentiles). Moreover, in the selection of the infants, we had two others constraints: the availability of sufficient own mother's milk samplings from week 2 to week 7 of lactation, and of infant serum (results not shown in the present work). Two sets of twins belonged to the "slower" growth group and two others sets of twins followed opposite trajectories regarding their weight Z-score difference between birth and hospital discharge, i.e., one set of twins belonged to the "faster" growth group, and the other belonged to the "slower" growth group. Clinical characteristics of mother-infant dyads are summarized in Table 1 . Although gestational age (30-31 weeks) and length of hospital stay (49-51 days) did not differ between the groups, the group of infants with "faster" growth had a 25% lower birth weight (i.e., 1.200 ± 0.293 kg vs. 1.605 ± 0.211 kg) combined with a 69% greater gain in weight Z-score between birth and discharge. This negative correlation between birth weight and weight Z-score at time of discharge has long been known, and was previously reported in the large Loire Infant Follow-up Team (LIFT) cohort of 2277 preterm infants by our team [40] and in another cohort [43] .
Ethics
This research study, referenced BRD/11/02-Y at Nantes University Hospital, was approved, on 
Human Milk Collection and Targeted Fatty Acid Analysis
Weekly breast milk expression was performed manually by mothers at home, using a Medela Manual Breast pump (Medela Inc., Etampes, France). Representative 24-h mature milk samples were obtained by pooling breast milk sampled from 5 to 6 bottles brought daily to the Milk Bank of the Nantes University Hospital. The whole milk pool was homogenized with a disruptor (Polytron, Lucerne, Switzerland) and kept frozen at −80 • C until analysis. Total milk fat was measured using the MIRIS ® human milk analyzer (Miris AB ® , Uppsala, Sweden), based on mid-infrared methodology [44] . The modified liquid-liquid extraction method of Bligh-Dyer [45] was used to extract lipophilic metabolites. Two lipid analyses were achieved: a first targeted analysis of total fatty acids and a second untargeted lipidomic profiling. Total fatty acids were analyzed by gas chromatography using an Agilent Technologies 7890A ® instrument (Perkin Elmer, Villebon-sur-Yvette, France), following trans-esterification [46] . See Supplementary Materials online for detailed information about biochemical analysis and materials used. [47] . The precision associated with sample preparation and LC-HRMS measurement was determined based on a quality control (QC) consisting of a pool of 10 mothers' milk provided by the milk bank of Nantes Hospital Center. Summary assay procedures have been detailed in Supplementary Material.
Data Analysis and Lipid Species Characterization
LC-ESI (positive/negative) HRMS raw data files were initially preprocessed with Xcalibur 2.2 ® (Thermo Fisher Scientific, San Jose, CA, USA), converted to the (*.mzXML) cross-platform open file format, using MSConvert ® [48] , and processed using Workflow4Metabolomics ® (W4M) (http: //workflow4metabolomics.org) [49] . Lipidomic data were extracted using: (i) pre-processing with the open-source XCMS ® [50] within W4M [49] , for nonlinear retention time alignment and for automatic integration and extraction of the peak intensities for each detected features (ions of given mass-to charge ratio and retention time [m/z; RT]), combined to CAMERA ® [51] , for annotation of isotopes and adducts; and (ii) normalization of intra-and inter-batch effects by fitting linear or local polynomial regression models to QC samples [52] . The resulting XCMS [m/z; RT] features for each sample was subsequently manually sorted out according to their quality of integration and filtered by a 30% relative SD cutoff within the repeated pooled QC injections (see Dunn and co-workers' recommendations [53] ). Thereafter, accurate mass measurement of each putative metabolite was submitted to LIPID Metabolites and Pathways Strategy (LipidMaps ® , www.lipidmaps.org) annotation. Moreover, the use of all ion fragmentation, when reverse phase chromatography was applied, helped us identify the proposed lipids by examination of the (pseudo) tandem mass spectrometry spectrum generated [47] , combined with the use of an in-house reference databank [54] .
Statistical Analyses
Statistical analyses were carried out using GraphPad Prism ® software version 6.00 (La Joya, CA, USA), SIMCA P ® version 13 (Umetrics AB, Malmö, Sweden) and R version 3.2.5 (R Development Core Team, 2013, R Foundation for Statistical Computing, Vienna, Austria; http://www.R-project.org). For all data analyses, the significance level (α) was set to 5%, and 10% for Multiple Linear Regression. Multivariate statistical models were applied on pre-processed QC-filtered lipidomic mother x time (rows) by [m/z; RT] features (columns) data matrix considering the a priori structure into "faster" vs. "slower" infants' growth groups. Lipidomic features were column-wise centered and scaled with a Log Pareto scaling [55] . A statistical workflow ( Figure 2 ) was set up to: (i) select the most reliable lactation points; (ii) identify the lipid biomarkers providing a clear separation between the two infant postnatal growth subgroups; (iii) check the selected biomarkers predictive ability; and (iv) confront them to the various confounding clinical variables.
QC-filtered lipidomic mother x time (rows) by [m/z; RT] features (columns) data matrix considering the a priori structure into "faster" vs. "slower" infants' growth groups. Lipidomic features were column-wise centered and scaled with a Log Pareto scaling [55] . A statistical workflow ( Figure 2 ) was set up to: (i) select the most reliable lactation points; (ii) identify the lipid biomarkers providing a clear separation between the two infant postnatal growth subgroups; (iii) check the selected biomarkers predictive ability; and (iv) confront them to the various confounding clinical variables. Step 1: Selection of the most reliable lactation points. Multi-group PLS Discriminant Analysis (MG PLS-DA) [56] was performed to explain the a priori infant growth trajectory taking into account the longitudinal character of the data (weekly measurements) as groups among the rows (multigroup package in R) [57] . As a matter of fact, MG PLS-DA model revealed the time lactation points presenting the best differentiation between the two groups ("faster" vs. "slower" infant growth). Thereafter, only the most discriminant time lactation points were considered in the subsequent analyses and the significance of the growth factor was assessed. To cope with multi-colinearity inherent in metabolomics data [58, 59] , the Analysis of Variance-PLS (AoV-PLS) procedure proposed by El Ghaziri et al. [60] was applied.
Step 2: Identification of the lipid species biomarkers. AoV-PLS aimed at: (i) exploring how "faster" vs. "slower" preterm infants' growth structure was explained by milk lipidomic signatures; and (ii) pinpointing the most discriminant features related to the infants' growth pattern during hospital stay. This selection was performed on the basis of the variables of importance (for the milk clustering) indices (VIP > 1.0) [61] reflecting the contribution of each variable ([m/z; RT] feature) to the separation of the two infant groups. The appropriate number of components retained for the AoV-PLS model was chosen on the basis of the RMSEP (root mean square error of prediction) value obtained with a leave-one-out cross-validation procedure. In a subsequent stage, the selected AoV-PLS components were subjected to a Fisher's linear discriminant analysis (LDA) to assess the significance of this model with respect with the two a priori groups ("faster" vs. "slower" infant growth) (function linDA of the DiscriMiner package in R [62] ).
Step 3: Validation of the predictive ability of the selected biomarkers. To determine the more robust putative biomarkers of infant growth during hospital stay, lipid species that had been selected on the basis of AoV-PLS/LDA VIP indices in a multivariate scope were submitted to: (i) a subsequent univariate Mann-Whitney U-test; (ii) multiple testing filtering (FDR); and (iii) receiver Step 1: Selection of the most reliable lactation points. Multi-group PLS Discriminant Analysis (MG PLS-DA) [56] was performed to explain the a priori infant growth trajectory taking into account the longitudinal character of the data (weekly measurements) as groups among the rows (multigroup package in R) [57] . As a matter of fact, MG PLS-DA model revealed the time lactation points presenting the best differentiation between the two groups ("faster" vs. "slower" infant growth). Thereafter, only the most discriminant time lactation points were considered in the subsequent analyses and the significance of the growth factor was assessed. To cope with multi-colinearity inherent in metabolomics data [58, 59] , the Analysis of Variance-PLS (AoV-PLS) procedure proposed by El Ghaziri et al. [60] was applied.
Step 3: Validation of the predictive ability of the selected biomarkers. To determine the more robust putative biomarkers of infant growth during hospital stay, lipid species that had been selected on the basis of AoV-PLS/LDA VIP indices in a multivariate scope were submitted to: (i) a subsequent univariate Mann-Whitney U-test; (ii) multiple testing filtering (FDR); and (iii) receiver operating-characteristic (ROC) curve (GraphPad Prism ® ). The parameter associated to the area under the curve (AUC) was set at 0.5 while the α-threshold was set at 0.05.
Step 4: Introduction of confounding clinical variables. Finally, confounding variables encompassing maternal and infant clinical data were introduced together with every selected putative biomarker to validate its reliability. The association between selected breast milk lipid species and child's growth in terms of weight gain during hospital stay (delta Z-score) were investigated by means of Multiple Linear Regression (MLR), taking into account these confounding variables.
Results
A Distinct Breast Milk Lipidomic Signature Is Associated with Infant Growth Rate during Hospital Stay
Selected features of lipidomic LC-HRMS (ESI + /ESI − ) profiles performed on breast milk samples from Week 2 to Week 7 of lactation were processed with MG PLS-DA (Step 1).
On the corresponding score plots obtained in positive ( Figure 3 ) and negative ( Figure S1 ) ionization mode (3451 and 903 features respectively, 118 observations), the milk samples associated with the two groups ("faster" vs. "slower" growth) are plotted separately for each weekly sampling time point (i.e., Weeks 2 to 7). The first three sampling points at Weeks 2, 3 and 4 (i.e., from the 12th to the 24th day (median values)) allowed the best separation between the two groups of milks. This result led us to further restrict the multivariate analysis to data from samples obtained between Week 2 and Week 4.
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On the corresponding score plots obtained in positive ( Figure 3 ) and negative ( Figure S1 ) ionization mode (3451 and 903 features respectively, 118 observations), the milk samples associated with the two groups ("faster" vs. "slower" growth) are plotted separately for each weekly sampling time point (i.e., Weeks 2 to 7). The first three sampling points at Weeks 2, 3 and 4 (i.e., from the 12th to the 24th day (median values)) allowed the best separation between the two groups of milks. This result led us to further restrict the multivariate analysis to data from samples obtained between Week 2 and Week 4. AoV-PLS (Step 2) was applied separately on the LC-HRMS (ESI + /ESI − ) to assess the association between the metabolites and the a priori grouping structure ("faster" vs. "slower" growth). The score plots clearly highlight the separation between breast milk lipidotypes associated with "faster" AoV-PLS (Step 2) was applied separately on the LC-HRMS (ESI + /ESI − ) to assess the association between the metabolites and the a priori grouping structure ("faster" vs. "slower" growth). The score plots clearly highlight the separation between breast milk lipidotypes associated with "faster" or "slower" infant growth in both positive (Figure 4a ) and negative ( Figure S2a ) ionization modes. Interestingly, the breast milk lipidomic profiles, corresponding to two sets of twins with a concordant low growth rate, were plotted in the "slower growth" milk cluster. The lipidomic profiles of the breast milk provided to two sets of twins with discordant weight Z-score difference, one corresponding to Nutrients 2018, 10, 164 9 of 28 "faster" (−0.668 and −0.479 SD) and the other to "slower" (−1.23 and −1.53 SD) growth, were found to be in an intermediate location between the two lipidotypes (depicted with blue symbols in Figure 4a and Figure S2 ). Then, the selected appropriate components of AoV-PLSs (for both ionization modes) were subjected to a Fisher's linear discriminant analysis (LDA) to test the significance of growth factor.
Nutrients 2018, 10, x FOR PEER REVIEW 9 of 28 or "slower" infant growth in both positive (Figure 4a ) and negative ( Figure S2a ) ionization modes. Interestingly, the breast milk lipidomic profiles, corresponding to two sets of twins with a concordant low growth rate, were plotted in the "slower growth" milk cluster. The lipidomic profiles of the breast milk provided to two sets of twins with discordant weight Z-score difference, one corresponding to "faster" (−0.668 and −0.479 SD) and the other to "slower" (−1.23 and −1.53 SD) growth, were found to be in an intermediate location between the two lipidotypes (depicted with blue symbols in Figure 4a and Figure S2 ). Then, the selected appropriate components of AoV-PLSs (for both ionization modes) were subjected to a Fisher's linear discriminant analysis (LDA) to test the significance of growth factor.
(a) (b) Figure 4 . AoV-PLS and LDA models, based on the LC-ESI + -HRMS profiles of human preterm milk, on the factor weight Z-score (discharge-birth): AoV-PLS score plot with 45% of variance (R2Y = 38%) on: components 1-2 (a); and LDA (built on 10 components of AoV-PLS) with a p-value = 0) (b). Breast milk provided to preterm infants who experienced "faster" (green) or "slower" (red) growth and to twin infants with discordant growth rate, one with high growth rate and one with low growth rate, (blue).
The correlation ratio associated with the LDA canonical variable was equal to 71%, with respect to the positive mode (Figure 4b ), and 61% with respect to the negative mode ( Figure S2b ), while their cross-validation error rates were both equal to 7.14%. The most discriminant features associated with infant growth during hospital stay corresponded to a cluster of 1006 (respectively, 256) VIP-based lipid species, in the positive (respectively, negative) ionization mode.
Characterization of Preterm Breast Milk Lipidotypes in the First Month of Lactation
Considering the targeted analysis of total fatty acids, milk provided to the "faster" growth group contained more total fat (4.75 g/100 mL) than the milk provided to infants with a slower growth rate (3.55 g/100 mL) from Week 2 to Week 4 ( Table 2) (Table S1 , for each sampling time, W2, W3 and W4 of lactation). This is, mainly due to a higher abundance of total saturated fatty acids (SAT) (free and triglycerides-and phospholipids-bound fatty acids) and particularly, medium-chain SAT (MCSAT). In contrast, total mono-unsaturated fatty acids (MUFA), the second most abundant class of milk fatty acids, were lower in the "faster growth" group than in the "slower" group, essentially due to lower oleic acid content. Milk provided to infants who experienced "faster growth" contained more overall n-3 long-chain PUFA, such as docosahexanoic acid and its precursors (eicosapentaenoic and docosapentaenoic acids). Finally, the essential FA content (i.e., linoleic and α-linolenic acids), was similar in both groups during this W2-W4 period. AoV-PLS and LDA models, based on the LC-ESI + -HRMS profiles of human preterm milk, on the factor weight Z-score (discharge-birth): AoV-PLS score plot with 45% of variance (R2Y = 38%) on: components 1-2 (a); and LDA (built on 10 components of AoV-PLS) with a p-value = 0) (b). Breast milk provided to preterm infants who experienced "faster" (green) or "slower" (red) growth and to twin infants with discordant growth rate, one with high growth rate and one with low growth rate, (blue).
Considering the targeted analysis of total fatty acids, milk provided to the "faster" growth group contained more total fat (4.75 g/100 mL) than the milk provided to infants with a slower growth rate (3.55 g/100 mL) from Week 2 to Week 4 ( Table 2) (Table S1 , for each sampling time, W2, W3 and W4 of lactation). This is, mainly due to a higher abundance of total saturated fatty acids (SAT) (free and triglycerides-and phospholipids-bound fatty acids) and particularly, medium-chain SAT (MCSAT). In contrast, total mono-unsaturated fatty acids (MUFA), the second most abundant class of milk fatty acids, were lower in the "faster growth" group than in the "slower" group, essentially due to lower oleic acid content. Milk provided to infants who experienced "faster growth" contained more overall n-3 long-chain PUFA, such as docosahexanoic acid and its precursors (eicosapentaenoic and docosapentaenoic acids). Finally, the essential FA content (i.e., linoleic and α-linolenic acids), was similar in both groups during this W2-W4 period. Considering the untargeted lipidomic LC-HRMS signatures, among the 1262 features, selected as described above, 162 discriminant lipid species were annotated and are listed comprehensively in Table 3 , for the overall W2-W4 lactation period, and in Table S2 , for each sampling time, W2, W3 and W4 of lactation. Most of the annotated lipids were more abundant in the breast milk provided to infants with "faster" postnatal growth.
Indeed, these milks contained higher levels of medium-or long-chain sphingomyelins and ceramides [such as Cer (d18:1/24:0), SM(d18:0/12:0)], in several phosphatidylcholines, phosphatidylethanolamines or plasmalogen-derivatives containing palmitic (C16:0) or palmitoleic 
Reliability of Maternal Milk Lipids Biomarkers Regarding Postnatal Infant's Growth
To assess the reliability of putative biomarkers as predictors of preterm infants' growth during hospital stay, we considered the multiple testing filtering (i.e., adjusted FDR p-value < 0.05) (Step 3), combined, only for lipidomic LC-HRMS signatures, to the multivariate selection operated by the previously described AoV-PLS/LDA model. This approach led to the selection of four fatty acids [MCSAT and oleic acid (with a p-value of 0.051), EPA and DHA] and 46 robust biomarkers of infant postnatal growth, which were annotated and are reported in bold font in Tables 2 and 3 , respectively. In addition, the reliability of these selected biomarkers to predict postnatal growth rate was evaluated using a multiple linear regression (MLR) analysis (Step 4) to explain the change in weight Z-score between birth and hospital discharge. Several confounding clinical factors (mother's body mass index, birth weight, gestational age, complementary parenteral and enteral nutrition with the protein, lipid and energy intakes, duration of parenteral feeding and ventilation and length of hospital-stay) were introduced in MLR models. The resulting MLR p-values of all these putative biomarkers are listed in Table 4 . Table 3 . Abundance (10 6 ) of annotated lipids that discriminated lipidotypes of breast milk provided to preterm infants with "faster" or "slower" growth during the W2-W4 lactation period. Values of p-values (assessed by Mann-Whitney U test) between "faster" and "slower" growth groups were reported with a , b , c significantly different; p < 0.05, p < 0.01 or p < 0.001, respectively and t, a trend, 0.050 < p < 0.10. Lipids in bold font presented a corrected p-value < 0.05 ; lipids in bold and in italic font presented a corrected p-value between 0.05 and 0.1, using the post hoc control of the type I error rate (False discovery Rate procedure), between the two infant groups over the entire W2-W4 lactation period. Table 4 . Predictive ability of tentative lipid and fatty acid biomarkers on infant' growth (defined based on the difference between discharge and birth weight Z-score). . The AUC of ROC curve of these nine lipid species ranged 0.6-0.7, indicating a reasonably good performance of these selected biomarkers to predict preterm infant weight growth during their first four postnatal weeks (as illustrated in Figure 5 ).
Infant' Weight Growth between Birth and Discharge (SD) (p-Value Corrected-MLR)
long-chain Lyso-PLs [LysoPS (22:0) and LysoPG (22:4)]; a PC-containing stearic and oleic acid, PC (18:0/18:1); a PE-containing DGLA and DHA, PE (20:3/22:6); DGLA-derived oxylipins [15S-HpEDE and two deoxy-dimethyl-PGE2]; and two TG-containing palmitoleic or oleic acid [TG (16:1/18:4/18:4), TG (16:0/17:1/18:1) and TG (18:0/18:1/18:1)]. The AUC of ROC curve of these nine lipid species ranged 0.6-0.7, indicating a reasonably good performance of these selected biomarkers to predict preterm infant weight growth during their first four postnatal weeks (as illustrated in Figure 5 ). 
Discussion
To the best of our knowledge, the current pilot study is the first to demonstrate that clear-cut differences in breast milk lipidomic signature are associated with the early growth pattern of preterm infants receiving their own mother's breast milk as their sole source of enteral feeding for the first month of life. Our strategy was to compare two groups of preterm infants who presented opposite growth velocity during their hospital stay. Infants in our "faster" growth group (mean birth weight Z-score −1.59 SD) lost less than 0.67 SD weight Z-scores between birth and discharge, indicating nearly optimal growth during their hospitalization. In contrast, infants in our "slower" growth group (mean birth weight Z-score 0.56 SD) lost more than −1.10 SD (range −1.953; −1.230) weight Z-scores between birth and discharge, indicating sub-optimal growth. These mean weight Z-score at discharge are nearly identical to the first and third tercile identified in a larger preterm 
To the best of our knowledge, the current pilot study is the first to demonstrate that clear-cut differences in breast milk lipidomic signature are associated with the early growth pattern of preterm infants receiving their own mother's breast milk as their sole source of enteral feeding for the first month of life. Our strategy was to compare two groups of preterm infants who presented opposite growth velocity during their hospital stay. Infants in our "faster" growth group (mean birth weight Z-score −1.59 SD) lost less than 0.67 SD weight Z-scores between birth and discharge, indicating nearly optimal growth during their hospitalization. In contrast, infants in our "slower" growth group (mean birth weight Z-score 0.56 SD) lost more than −1.10 SD (range −1.953; −1.230) weight Z-scores between birth and discharge, indicating sub-optimal growth. These mean weight Z-score at discharge are nearly identical to the first and third tercile identified in a larger preterm cohort described earlier by our team [40] . A negative correlation between birth weight and early growth (between birth and hospital discharge) has long been known in cohorts of preterm infants [40, 43] . We therefore introduced birth weight as one of the clinical parameters in the adjustment variables in Multiple Linear Regression (MLR) analysis. The latter model made it possible to check the reliability of potential biomarkers. In the following discussion, we focus on the biomarkers that remained significant after adjustment in MLR.
"Faster" Growth during Hospital Stay Is Associated with a Specific Maternal Milk Lipidomic Signature
We are aware of the fact that breast milk lipidomic signatures require ad hoc methods to assess the relevance of putative lipid biomarkers of preterm infant growth. For this purpose, we combined different multivariate statistical supervised models (MG PLS-DA, AoV-PLS followed to LDA), with various validation procedures [63] . These models allowed us to retrieve a set of 162 annotated lipids that contributed to breast-milk lipidotypes' clustering associated to infants presenting "faster" or "slower" growth. The intermediate clustering of lipidotypes in AoV-PLS score plot for breast milk provided to the two sets of twins with discordant growth rates, suggests that postnatal growth rate is obviously multifactorial, and postnatal feeding is undoubtedly one of these factors. Stringency in our analysis was ensured by taking into account confounding clinical factors for the selection of biomarkers. Then, among the 50 FDR-selected lipids biomarkers, nine displayed good performance measures of infant's weight gain during hospital stay, computed through a ROC curve [64] , and a significant corrected MLR p-value for weight delta Z-score. The performance of ROC curve remained unchanged when discarding the two sets of twins who had discordant growth trajectories. This result suggests the reliability of the selected lipid species in the prediction of postnatal infant growth. These lipids present in breast milk therefore could be considered as robust candidate biomarkers of infant growth during hospital stay, in addition to classical determinants of postnatal growth of preterm infants during hospitalization such as birth weight, gestational age, development of comorbidities and protein/energy ratio in nutrition support [40] . It should be noted that the volume of milk intake, known to have a strong impact on early growth, was introduced in the Multiple Linear Regression model through the estimation of the total caloric intake. In the following, we therefore address the relevance of such putative MLR-significant biomarkers for preterm infant growth.
The Abundance of Mcsat in Breast Milk Is Associated with "Faster" Growth during Hospital Stay
Milk provided to preterm infants with "faster" growth contained more total MCSAT than milk provided to infants with "slower" growth. MCSAT may be important for the normal maturation of the gastrointestinal tract [65] and its protection from infection [66, 67] . Moreover, MCSAT, and particularly lauric and myristic acids, are extensively oxidized [68] . Such an extensive oxidization leads to produce a dose-dependent rise in plasma ketones [69] . Ketones are a major source of both energy and acetyl-CoA not only for the brain development [69] but also for overall body growth. Such role of MCSAT could explain the association of MCSAT-rich milk with "faster" growth in our cohort.
Medium-Chain Sphingomyelins and Choline-Containing Phospholipids in Breast Milk Reliably Predict Early Growth in Preterm Infant
Infants with a faster growth received breast milk with a higher content in a medium-chain sphingomyelin SM (d18:0/12:0) and long chain choline-containing PLs:PC (18:0/18:1) and PE (20:3/22:6). In adults, medium chain-ceramides were found to enhance insulin sensitivity and improve glucose homeostasis [70, 71] . Such an impact has not yet been explored in infants. Phosphatidylcholine and sphingomyelin were reported to protect against gastrointestinal infection, during early childhood, and to play a key role in gut barrier function [67] . With regard with phospholipids containing PUFAs, they may act as antioxidants in gut mucosa [72] . Finally, the abundance of phosphatidylcholine and sphingomyelin in breast milk implies that human milk supplies large amounts of choline, which is essential for neurodevelopment [32] . Breast milk provided to preterm infants with "faster" growth contained more DGLA-and DHA-containing PE (PE (20:3/22:6)). Such finding is consistent with the beneficial effects of DGLA reported in the treatment of inflammatory disorders and in cholesterol homeostasis [73] . Interestingly, our lipidomics study confirms the presence of plasmalogens from the PE (Pls-PEs) family. This has been previously reported in human milk [74] with a potential impact on infant health [66] . With respect with our data, the plasmalogen PE (O-18:0/20:5) containing EPA, a precursor of DHA, presented a significant MLR p-value corrected for both weight gain and head circumference growth in preterm infants. In contrast, breast milk total EPA and DHA content did not predict head growth in our infants, even though higher levels of EPA and DHA were found in the "faster" growth group. Taken together, these findings suggest dietary DHA, provided as a phospholipid may be more efficient than DHA supplied as part of a triglyceride, for brain DHA accretion, as reported in piglets [75] . Human milk plasmalogens may be involved in infant brain development since brain Pls-PEs were recently shown to accumulate postnatally and to be enriched in long-chain PUFA, particularly DHA [76] . Brain plasmalogen content was reported to increase between the 32nd week of gestation and the 4th and 6th postnatal month [66] . Plasmalogens exert an antioxidant effect [66] . The lower erythrocyte levels of plasmalogens reported in neonates, compared to older children, could be detrimental in preterm infants who have decreased anti-oxidant defense [77, 78] . However, the biological determinants of Pls-PE FAs and physiological relevance to the breastfed infant remain to be elucidated [76] .
Decreased Breast Milk Levels of Eicosanoids and Oleic Acid-Containing Triglycerides Are Associated with Early Weight Gain in Preterm Neonates
Decreased levels in long-chain TG containing oleic (TG (18:0/18:1/18:1) and TG (16:0/17:1/18:1)) predicted infant growth. Dietary substitution of medium-chain for long-chain triglycerides was shown to affect energy balance, promoting weight reduction in obese, adult humans [68] . In preterm infants, the use of lipid emulsions containing 50% medium-chain TG in parenteral nutrition was found to be associated with a lesser rate of protein accretion, compared to emulsions containing 100% long-chain TG [79] . Oleic acid may exert an anti-microbial activity and protect the digestive tract against infection [74] . However, it remains largely unexplored in infants [80] . Finally, among several eicosanoids that were less abundant in the breast milk provided to preterm infants' with "faster" growth, three dihomo-γ-linolenic acid (DGLA)-derived oxylipins (15S-HpEDE and two deoxy-dimethyl-PGE2) displayed predictive ability on infant growth during hospital stay. These oxylipins are signaling lipids very recently found in human milk [73, 81] , and may play a role in preterm infant as pro-and/or anti-inflammatory mediators which could, in turn, exert key roles in maternal-infant biochemical imprinting [81] . Similarly, Lyso-phospholipids (LPLs) constitute another group of important lipid mediators with likely specific effects in infants that remained to be explored.
Taken in aggregate, the current findings suggest a striking inter-subject variation in the lipidome of breast milk among mothers who deliver preterm infants. Moreover, they suggest that such heterogeneity may impact early infant's growth.
Limitations of the study stem from the relatively small size of the sample, the exploratory character of the study, and slight differences in birth weight between the groups. It has long been known that infants born with a lower birthweight grow faster, and this was previously reported in the large LIFT cohort of 2277 preterm infants by our team [40] as well as in another cohort [43] . Matching groups for birth weight would, therefore, be nearly impossible. We therefore have to admit that we cannot determine whether the difference in lipid species observed between groups in the current study reflects: (a) the difference in birth weight; (b) in growth trajectory per se; or (c) a combination of both. Delineating the relative contribution of the latter two factors (birth weight and early growth trajectory) and validating the ability of putative lipid biomarkers to predict early growth rate would require larger cohort studies. Moreover, our finding in twins, who followed opposite trajectories during their hospital stay, illustrates the fact that breast milk lipid composition is only one among the many factors that determine early growth in preterm infants.
The main strength of the study lies in the rigorous and comprehensive approach used to discriminate breast milk lipidomic patterns between the infant groups that experienced "faster" growth and MCSAT, displayed a good ability to predict weight gain during hospital stay, likely through their role in energy homeostasis, or the defense against oxidative stress, gastrointestinal tract infection, or inflammation. In particular, we confirm the presence of some new bioactive lipids (oxylipin) recently evidenced in human milk with suggested biological relevance to preterm infant health [82] . Further research on milk bioactive-lipid components is warranted to improve our understanding of the biological role of breast milk fat and its impact on infant development and health. Such understanding could, in turn, open the way to the manipulation of maternal diet to produce desired changes in breast milk, and/or to the use of specific lipid supplements in the personalized nutritional care of preterm infants in the neonatal intensive care unit.
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